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(54) Title: FLUORESCBNT PROTEIN 
^(54)8E<&«ft:£&£&fC 

<S 

(57) Abstract: A novel fluoiescent protein derived from favia favus, which fluorescent protein exhibits the following characteristics: 
^ (1) excitation maximum wavelength of 507 nm; (2) fluorescence maximum wavelength of 5 17 nm; (3) molar extinction coefficient 
^ at 482 nm of 80,000; (4) quantum yield of 0.68; and (5) pH sensitivity of fluorescence maximum being stable at pH=5 to 11. 

© 

©(57)H&: *5eE<BBttl*, Xtf-S**/** (favia favus) lZ&%tZs SrmfctSftSSSI £ C tX 

#S£WICcfc;Klf, X7fU*?/>T$/ (favia favus) &&<DTK<D#f££#t Z&ltmBntm&ZtlZo 
ft (1) aiBa^^5 0 7 nm-C?ifcS ; (2) M*afiA<5 17nm^S; ( 3 ) 4 8 2 n mlcfclt** 
g ;UK3te«»^80000t?fc5 ; (4) «*JR$*<0. 68-Cfc5; ( 5 ) gftft*<D p H BStttf p H = 5 ~ 
S 1 1T?«ST5fc* : 
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p^iX (favia favus) ft*©«(ft!te**S6Rmo»fflfcHt5. 

^7^©i^tW7 • tf^ bJJT (Aequorea victoria) ICft&lrS^-fe^ftS 
6® (GFP) ft, feft»fcd3V^*<©ffl3i«r^ri-5. *3Sx y^^A»^ 
^l^^&io £T^^SIG*J (semi-rational) sfef&M^W^fefc&^^X £ 

*t>J;<^$^6GFPa5ftflcci)--oi:U-C.Jitfe«:3te«e« (YFP) 
IfbfrSo YFPIt (Azores). GFP«^©*-Ct>*ft&*<Oft3ft 

Sr^i-o »©yfp o £ *3£tf -tfr-eft 60, ooo~ioo, ooorW *5 £ 

t5 o. 6~0. 8 -Cfo I? (Tsien, R. Y. (1998) . Ann. Rev. Biochem. 67, 509-544) , 

*fCs GFPaSftffOflbOW^UT. (CFP) E 

CFP (enhanced cyan fluorescent protein) #fcl£>faTV > 5 0 Sfcx 4V*cV 
<f-*9 (Discomasp.) *>&f*#&ff%S&Jt (RFP) t>^«IS*LT*5?». % DasRed 
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*38W»4^ J*^***^ (faviafavus) 1111*1*1- 5, «f»*«3teSfejtSr 
/^@a^J<O^t^tS<5V^-r0Ji^7 B 7'1'•r-^f^-Ux ^JjU'**^ f (favia 
Wfett, #btbfc^^^^^^^^ (faviafavus) A *©£3feS6 

fiP*>> *3SWKlJ:*T/rix *#5**>t>f S' (faviafavus) f*i*tf>TfB<E>#&£ 

(1) ligi^t^5 0 7 nm-efc5 ; 

( 2 ) 5 1 7 n mt&5 ; ... 

(3) 4 8 2nm\Z#>\-fZ>*;l>\&%MW8 0 0 0 Olffc* ; 

(4) iflR#0. 6 8t*)5 ; 

( 5 ) P p H= 5 ~ 1 1 5 : 

( b ) i \mM<v7 y gfcga^&^T 1 a»e>#fl©r ? / lo^, 
# Blurs y Mt^57x^7 t x^^vttt^bfcT 5 j s&ia#i 
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(b) SB^iJ#^ 1 RiE«©7 5: sm!MK#^X 1 i^lfiOT 

( a ) bj»^ i iJifBSoT ^ y m&n ; X\ts 

vie, 4 o#goT^yMa^fcs^^^^^y 

6 0f|O75/I^I-efc5^!) ^7?-^ 6 2f@(07^SI 
SStfc57X^7^^^t^f^lu, 1 1 9f |©7$y|S®ST^5f 
ni/^-SrT^^y^V^vl 4 4fB©7 5 yt^ItfeST'p y y£-fey 
1 9 7#B©7^/^ST*fc57/v*~y£o^ytj: % I98f@07^ 

( a ) IB?!l## 1 fclB*W>7 ^ / ikbebri ; Xtt> 

< b ) @a?ij## i memo? k j wssm-^x 1 a» e>nwB©r ^ / «<o&^ 
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(a) ia^j#^i^lBS^T$y^ia^j;X^ 

(b ) i fcteffioT $ y BMMFyfcaswc i frb&mvr ^ ;Wt<DX$i, 

3?S/fc % 1 9 6#g<D7^/^ag^&3t*^>&^^^ 19 8#| 

( a ) ia?ij## i wea^r $ / mw\ ; 

A#!ft#§ih/S. 

( a ) @EW§- 1 fclB^OT 3. / mBm^=^- KtSDNA ; X\*s 

( b ) %&&m-% i fcte«o7 s; / sgga^ini*jv>-c i a> 5>ti©7 $ / 1©^^ 

A : 

( a ) m&m-% 2 icib«k«>&&£7!I ; x\*. 

(b ) @a^j## 2 fciiEii^Jt&SB^&v^ i ^few«©^> etfc&tf 
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(a) B5ll**13, 15, 17, 1 9X112 1 KHBtt0&£iB7tl ;Xtt* 

(b) 3, 15, 17, 1 9Xtt2 lK:E<t©lfc3SE?!lfc*5V v ClJ&> 

*»W©*-fe^JWOfllliiK:J;*Ltf % Green fab Red ^£1tft#&£ftJ&l*&# 

fc«r£tN gcft«RM4& Green Red^«j$tm#ft^&-Ct 5ft3teSeit 

felnSUOflfliBBlJ:^^ Green frb Red ^ £ £aMWfc$r#HU*tt# 
ttfcg&^tfcv^afcg&Rfcfcv^ TfB©tt&© 5 h<D'pft< thi &±o 
^WMZ'tt 5 - Green Red - t 3teR8J*ft#Wfc 
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(1) mmm<Dm&m^i\mm<vT$;mmm*%-rz>i&%m£iw<D6 2#g 

(2) @a?ijstf>fs?ij#-j§- 1 (cia«oT $ y wt&m z^-rz&ytmb'gv i o # g 

(3) Bfll«©E?MHM telB*S©T$ /Reai«r#1-5£3fc«6R© 1 2#g 

(4) 1 fcfB^OT $ y WKW«r*1"*ft3te»eK«>4 0#g 

(6 ) saai*0>Efli#* i fciattor s ygHeai*tfri-s 7oti 

( 7 ) ia^j«oia^j#-i- 1 n:flB*w>T ^ y ^ga^ysr^-r aK<^ 1 1 9 # 

( 8 ) wmnwmrn* 1 ksb^ot $ y mmi^-t^^^Wfo 1 4 4# 

( 9 ) ia^^_offi^#-§- 1 KfEMor 5 y ■H?yri"« &ft§6«tf> 1 9 7 # 

(10) Bffl?II*ORW## 1 fclBiSOT $ ;mSM*Ki-5$k%iW&'R<0 19 8 
#g $ y gfeteovvc* ^~:/~Og& ;■ 

/>^<H1 £*±<£>T i y $fi&£fr 5 £ £ Sr&N Green Red t£ftftflM& 
( 1 ) Bya*©B?U#* 1 ^ y«B2?BS:^ri-**3tefie9t© 6 2#g 
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(2) ga^©ffi^l#^ll-IB^OT^ /mfflZG-tZ&ytWbWOS 4#B 

( 6 ) Ra«©S0!l## 1 fcfB&OT 5. / »B^ISr^1-S* : 3te« ew© 1 0 9 # 

(7) bjww>wi#*i fciffllfc©T-5 yBffla?osr^ri-5«3tegeft© 121* 
(9) ^«©^^ifc»^©T^/«ww«r«i-«'**aeft©i.6 o# 

&l&9J0lNiBti:J:*l/& Purple Blue — £ 

#wfcaafe-<?# jfcv^3tesefCfc38v>r., ris^mmo 5 < t h 1 u*-t 

<£>7 5 &-&tr-N flbfeWfetr Purple Blue ^bftMMV&f 

(2) B^«©ra##lfc|BiiOT$/BUE^^^rt-*«c3tefi^ft©6 2#B 

(3) B^*oE^##l^flB«i©T^yBBE^Sr5rf-5**S6ft©6 3#i 

( 4) $m&<bmm&& 1 teKftor s / »Efli«r^n-*&fts aw© 1 9 6 # 
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Blft, (favia favus) fc*©&3tefi_aW (KkG) 

0 2 ft, *g8W (favia favus) ft 3fe<D&3fcffi & R (KkG) 

Al:KkGg£lfc;*^ Y/V 
A2:ftJt£t^©KKH!&I|X*^ 
A3:KikGR»3^££M:*^ h^©Jt# 
A4: KikGR«lt^«tSISSljS> Wl-©« 

0 5 ft v • HelaJHU&-COft3fc»a£©|fctt^i-. 

A£:365nmR?J*HU- A# : 365m»H&Sf« 
B : HeLaj&III&T?©383i 

475AF20/530DF35 exp lsec Dichroic mirror 430DCLP 
Xenon 75W ND 10%T X10 UplanFI NAO. 3 

0 6ft, »j&»fc*^©£&fcK3$©M^£3*1". 

a : nm$kytu<ow& B:wGm&fim<DW& ■ 

C : Kaedeltftlt©*!^ D:Kaede$§Wlfl&©®^ 
Green 475AF20/530DF35 exp 50ms 
Red 550DF30/575ALP exp 100ms 
Violet 400DF10 exp 100ms 
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Dicroic mirror 



: 430DCLP 



Xenon75W ND10%T 
Bin4 CoolSNAP HQ 
X40 UApo340/NAl. 35 

(Gratingtf)2#;ft£.S»< tf) 

IS 8 tt,ma0fcJM*©ttlfl'fi*#**** W^^l" (Grating<D2« $rgtf)„ 

H9tt\ 365i«JR»K:J;SKJR^^ b/u©*ft«r*i". JSItSfr GMIK-liai* 

m (*» 

(1) 3|c3iSW<Pm3tegag 

*»|!©IW6aE"e«»*x V (favia favus) ft*©t>©T?*>0, 

(I)i«$ft!l 5 5 0 7nm-Cfc5; . 
( 2 ) «3tete*:«ltft«S 5 1 7 n mT-fcS ; 

(3) 4 8 2nmfCS3lt5*/«W8 0 0 0 0"Cfe5 ; 

( 4 ) 0 . 6 8 ; 

( 5 ) %%MX<D P HJ$gtt# P H= 5 ~ 1 1 T^^-Cfc 3 : 
' ^#5^^^fV (favia favus) I*, WI&ft*ITO&lJIA2fclJ- V=fffi«** ^ 

4 i^HnJRi- 5 -9- ^ =r© 1 5 „ 

*3SWO«c3te»e*tttN- &TOll^-C^1*ii t> > BbjS^StS^ 5 0 7 n m 
-CfctK ftjl&li^tt*** 5 1 7nm-efc5o 4 8 2 ntafctfttS^/Hftafe 

8000 0tl)t), A^fWtt 0 . 6 8tifc5. ^/VM^tliW^ 
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bLXft'tZ>ZbftX%Z>fr*%:^tcWXhZ>o 

( a ) ga?ij#-§- 1 \z.wm<ot % ; nun ; x\t, 

* u < » 1 ^ b 5 is, u < 1 6> 3 <®mg£#Sfe1-;5o 

b&X'%Z£X<DW&%&'e;U fSt?®^«. pHlgtt* 

ifo^tef*. mmm^i\mm<DT$;mmm* : %-fz>m&mb&®Lx^ ^ 
tb lwc t> £ u PUKo* * xh x v\ 

=lrKH-U ^ftb^J^T*^^^^ (faviafavus) A^OcDN 
Ay^:/7y-&tl^K:LTPCR£e5^fc£^ *iSof3feiefS:= 



10 



WO 2004/111236 ^fCT/JP2004/008790 

(2) 33&gj<PDNA 

NA^ffcHSo 

( a ) @B^J## 1 KlfBifcOT $ / m&m & a- K^S D N A ; 3U3\ 

(b ) @H^IJ## 1 fcllB^OT $ / KEBIKlSSVvc 1 bSci©7 $ / »©^4«c. 

t5DNA„ 

tb^CODNA^lf ?>tLSo 

(a) SB^J#-§-2lC|a«O^Sa^J^-r5DNA ; Xtt, 

(b ) @H3W§-2 IOB*&©atiSB?!lte:fev*'C 1 *»&Scfl©8ti£©&$fex 

&m8)y t 7'(^-&R^frtfv *<7-VT&m&j& (pcr) 

<t ot^ItlrtSDNASriitS^ i ^-e$ 5. - OJ; p »©Sf ft, 
#!lx.tf% Molecular Cloning: A laboratory Mannual, 2 nd Ed. , Cold Spring Harbor 
Laboratory, Cold Spring Harbor, NY. , 1989 „ 3fctK(£ Current Protocols in 
Molecular Biology, Supplement 1~38, John Wiley & Sons (1987-1997) dfB® 
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(3) ^HoM^^j'- 

mffimmxmrti&ft'fv*-? t vx\*. 7f7nw7^v 

* • v/l'f^iS';^ • T^^—^it^G^ (Bacillusstearothermophilus 
maltogenic amylase gene), /^/V* • })tr~*/V*X a T^y-^it^ 
(Bacillus licheniformis alpha-amylase geneh /^/V* • T ^ O V ^7^= 

• BAN T$ 7 w -^3t:'ls^ (Bacillus amyloliquefaciens BAN amylase gene), 
/^/V* • f-^f-P * • T/K* y ^o-r T — •^31'^^ (Bacillus Subtilis 
alkaline pretease gene) t> U < tt^/W^ • • *VB^^*1€? 

(Bacillus pumilus xylosldase gene)<D7>v*— itft}X7 7 % J&PV) 
PimV<\*? L 7u*-?, *mmo lac, trp£U<tttac:/n**--*fe£# 

b.;h/<5o 

T-l (/^P^JM^fcW) *fct±T9V ^^/V^ 

Ky i/^o^e— pio/n^, ^777 • *y • #y-^ 
5 0 ^#miMS^iJ^^^ ct;E ' w -^^^ itii, a^ffti**^** 
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*fcf**®^^oV>T«TP I 1 ^-U^f K liADH3 

/V75Elb M A ©) > ^ y f-SB^J (ii«SV4 0x V/n Vf-) 

^^OTgR^y^^Sa^J^J^TT 5 /^^/^ VA RNA Sr3-Ki-*t>. 

RrtBte-TS D N AK?iJ £ JMf UX *> «fc <\ % ©-09 t UT S V 4 0 «t 
*-£LTte, "Kaa^W***-* (DHFR) SfcttWlJ-y 

# * wt* • #y-<T p i fltfc^©* 5 ^^©ffi^ s ^»^^^t-cv^s 

A7i = a-;K VJ^«fU< tit W ^V<D J; 5 
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B&?L»IJ1&0#1J£ UTCi, HEK2 9 3HR HeLa$HR COSM, B 
HKiR CHL»ffcfiCHOiil!afWb^5. 

SflM&J&S^lf btl. 08*.WU f-^Jfr P-W-fe* • -few t* (Saccharomyces 
cerevislae)^fcf^^*ci'V-Y*fe-^ • ^/W-^U (Saccharomyces kluyveri)^ 

T?#<5 (ffl%Ji£s Baculovirus Expression Vectors, A Laboratory Manual ; IkXf 
% Uls h 'Zfn ha- y-^l/^7 w Bio/Technology, 
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6, 47(l988)^JC|B^)o 

5T!7 b^777 • fj !)7t^-* • 1/7- • #P-^KnS/^ • <7^f As* 
(Autographa calif ornica nuclear polyhedrosis virus) <$&£iV^ " t 5 C 
ItH Spodoptera frugiperda (DW&M&X'hZ) Sf 9, S f 2 
1 'i^^Way*^^ 7«7t*7M) > - > 

-^-^TVK ^7*!J a — i/ff ^S-^y'TyK'*^--^ H. Freeman 
and Company) N a-* (New York), (1992) K Trichoplusia ni <D0Flt:« 

ttft^w******-*-*- 3«waft»©«f«**»fe^ *»wo«t*»«e* 

*¥liHMtrSfcl*« «M>MK0*1»* IMBfe«rfflv^tf J;v\ 
-*#Ol^y^VNfclt-r#^£&^ P^ h^77>f-|, S-SepharoseFF(7 
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( 5 ) *mw(D%%w&l!£Rmti*&tm^K&m<Dmm 

^ i ds^g-c & s 0 ^mmm<Dmnm<om^m^r 1 ram ufcr $ / mm 

Ki-«DNAWf^t>A¥i"«o 
^VN"C X i^feODNAWfJt^Wftfc^^^^^^^OitJljfl-S^i 
mSOl»^Sbl6SeSt«r=»-K-r5DNA^#»ii:*S-C#«. iOD 

mi-tut, w&t $;Mmm<DMmft\zmz*-?vTjyyft&*mm-tz> 
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^^fli, TpNEOj (P. Southern, and P. Berg (1982) J. M01. Appl. Genet. 
1:327 ) „ r pCAGGS J ( E Niwa, K. Yamamura, and J.Miyazaki. Gene 
108, 193-200 (1991) K TpRc/CMVj {A >tT bP . TpCDM8j (^ytfhn 

ft #J&^HWWB'<* Tfttx r p RS303j, r P RS304J, r p RS305J, TpRS306J, 

TpRS313j , TpRS314J , TpRS315J , CpRS316] (R. S. Sikorski and P. Hieter (1989) 
Genetics 122: 19-27), TpRS423J , r P RS424j , T P RS425 J , TpRS426J 

(T. W. Christianson, R. S. Sikorski, M. Dante, J.iLShero, and P. Hieter (1992) 
Gene 110: 119-122) ftZ&fmfcm^bfrZo 

M % BalbC-3T3 NIH3T3$Ili^ CH0 (Chinese hamster ovary) fflU& HeLa^U 
AS , NRK (normal rat kidney) &B8& % TSaccharomyces cerevisiaej t£ ¥<DW&ffl]& 

ttMM (E. coli) »ISi"ftifSr«ffii-«c-a:*"e#«. -***-©ra=awfi^«> 
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ttturt. W*.tfs ***** Ofr-z^r-r^ft r^*7*b 74*9— fe 

09) ^pMfettSpfigB (ATTO ! ?&9A"(**-*ST't?'(lP—) fcifSrffiV^ 

:fc35W©*3teS6St©#6\ ©£#4 90~510nm, S3lfi5 10~5 3 On 
CCD £^1^5 r fcfc:* 9*Mt**rTW\ Wft«"3te«t«r«l*M«*-e»Wfc 
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(6) *3&W<Pfry b 

*»wfci^rf, *mm\z&m\,itik%mb l R* m&%%sm. dna, 

( 1 ) total RNA OttW 

(/aria /an/a) SrffiVNfco V*W**--C#£ V M* U 

|C" TRIzol" (GIBCOBRL) £ 15 ml iq^.T»#U 1500 Xg t? 10 .#IH»fcUfc. 
ifrfc* on**'* 3 «1 15#lTO#Lfc^3#|?3ft^ Wt 0 7500 Xg 

t- 15 a-wato ufco ±mfc^r 3 - 75 m 1 * < 15 ^k^u 

10 #|B«H£bfc. 17000 Xg tf 10 ^KlJi'Cf Lfc, ±m^i#T 70%^* / -/V 
£ 6 ml JP*.T 17000Xg T* 10 #|«|3g*t>Lfc„ ±if DEPC tK 200 /t 1 

•tfgtf UfCoDEPC *tf»# Lfc total RNA £ 100 0. D. 260 0. D. 280 

Ott*WjeU-CRNAai*Sr»lofc, 20 u g © total RNA £#fc 0 
( 2 ) First strand cDNA 
total RNA 3m g fcfc-ffi Us First strand cDNA y Ready To 

Go" (Amersham Pharmacia) fc: J;?) cDNA(33 nD ££-/fcbfCo 
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(3) Degenerated PCR 

Vtc First strand cDNA(33 n 1) <0 5 h 3 n 1 LT PCR Srfr o fc Q 

5' - GGI WSB GTI AAY GGV CAY DAN TT -3' (Primer l) (|B^I#-^3) 
5' - AACTGGAAGAATTCGCGGCCGCAGGAA -3' (Primer 2) (gE^J#"^4) 
R=A X\t G s Y=CXIiT, V=A,CXttG s D=A,GXteT 
PCRKJ&*foj&J& 

V-y-fU—Y (first strand cDNA) 3 jt* 1 



X10 taq ^»77- 5 " il . 

2.5mMdNTPs 4/al 

100 /zM primer 1 1^1 

100MMprimer2 ljtl 

5; y Q 35 m 1 

taq polymerase (5U/ nl) 1 M 1 
PCREJS#H$ 
94*0 1 min(PAD) 
94*C 30 sec (^44) 



52^ 30 sec (ffim^OZfyJ^—OT-*- V V#) 
72<C 1 min C/?>f T-HWfc) 
72<C 7 min <*&<D#;ft) 
4*C fttt 

-me © pcr im i Stt^tv- y t uc> h ?-~m 

C^^#-CPCR^fTofc 0 fcfdU ffiffi^7>f^-tt, 

5' - TGC CWT TTG CIT TIG AYA TIT TG -3' (Primer 3) (IB?!l#^-5) 

5' - GTC ITC TTY TGC ACI ACI GGI CCA TYD GVA GGA AA -3' (Primer 4) (IB 
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Ufc DNA KfK- £ pT7-blue vector (Novagen) \Z- 7 -i tf—*y a V L fc 0 i^BW 
& (TGI) It h7^7t-^^a i/LT^^r-*17>f Hr l^fa J'fcfTV^ 
eVN3n=.-<D^li^.}:9 plasmid DNA &*#fibT, if A£*tfcDNA ^O^S 
SB?fJ£ DNA s/-*^vf— J; «? ftSLfc. #&;fcfcJfc£E^&te<0&#«6» 

^ om&ia^J tJteut*© dna jtsiawra® b ft t <o -efc 5 

TfiZ' -RACBfe^J:^3t^^0^n-=V^SrtTofCo 
(5)5' -RACE& 

Degenerated PCR "C#bHfc DNA »fJt<D &' «©^R8l*r*J£1-*fc«e>fc 
5' -RACE System for Rapid Amplification of cDNA Ends, Version 2. 0 (GIBCO BRL) 
SrJBW<\ 5' -RACEfe^lfofCo Hifcttl) T«Lfc total RNA&3 >g 
Ufc 

DC-tailed cDNA tf>— P B Oif^t* • 
5* -GGCCACGCGTCGACTAGTACGGGI IGGGI IGGGI IG-3 ' (Primer 5) (@B^1##7) 
5' - TTG TCA AGA TAT CGA. AAG CGA ACG GCA GAG -3' (Primer 6) GB7!I## 8 ) 

5' -GGCCACGCGTCGACTAGTAC-3 ' (IB^J##9) 

5' -GTC CAC CCT CTA CGA CTT TGA GTT CCA TAT -3* (|3?IJ#^ 1 0) 

T ^ n ^^/i^^»j^,ji®$tbfc7oobp^vK^t)aiL>»®iuyt 0 

ft S£ bfc DNA Wxfc % pT7-blue vector (Novagen) \L 7 << tf— V a V Lfc 7<:8§0#fc 
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(TGI) |lb7^7t- ^-*/9yU^-#^ h*U^^ayfttTV\ 6 
V xaa^ O^H^J;*) plasmid DHA&»Kl/t\ 3¥A£ftfc DNABfrtfO&^SS 
?»J £ DNA 9 s— * 3i yf— ^ X <9 fefe Ufc 0 
(6) £Hti£Bfl<D8«k RtF*»0-C©ge»S. 

(5) fcJ:9»fcHfcSe«> N «^St5M^7^^^U C 
jfcSj&WS^y ^dT^?^ ttltts (2) "CM Ufc First strand cDNA 
bVX PCR §rfrofc 0 

5' - CCC GGA TCC GAT GAG TGT GAT TAC AWC AGA AAT GAA GAT GGA GC -3' 

(Primer7) (SJHtfll) 

PCRRa«>S&/& 

y^yzfU—h (first strand cDNA) 3 Ail 



X10 pyrobest /<-y7 7'— 5jil 

2.5mMdNTPs 4ai1 

100 m M primer7 . lAtl 

IOOmM =f dT^"9>f T""' 1 ^ tl 

§ y Q . 35 At 1 

pyrobest polymerase (5U/mD 1a*1 

PCR 

94^ 1 min(PAD) 
94*C 30 sec (MW) 



52*C 30 sec da^5^^-©7=*- P 

72*0 1 min (^7>C #:§:) 

±JB 3 ^T- jr :/£ 30 t-T * Mfo fc 0 

72"C 7 rain (ft^<Df*S) 

4<C 



22 



WO 2004/111236 



VJP2004/008790 



LT pRSET vector (Invitrogen) <D BamYL I > EcoK I W&Z&'f* n-^^Ut, . 
*B§m& (JM109-DE3) Xtcfyx^ KfclSfcU #A£ftfc-£& 

JHWie»4N5te»fcHis-tag.^#< * 5 hbfc <DX&$m& tt 

Ni-Agarosegel(QIAGEN)T^bfCo ««©#8cttttJl©:/n h =-/HC*U.fc. 

(7) 

(KkG) OTBStm^m^XWlfcx^? hA'%M&Vlt 0 Z<DX 
^ Y;V(DV-?<Dm.&V*W&%$mi*fcW-^K-« 507 nafclRlR© 
«> ft, 450 nm 0. 005 b ft 3 £ 5 ££#86 fc±|B©«tff«-C# 

'.3RVC,450iim-CjajBUfcl*<O«^^ WV%$l£Lfc(|3 1 )„EGFP(CL0NTECH) 
450 n«Kl38»t«»IR^ 0.005 fc45J:5fcU«3l6^ b^SrW&U 
EGFP 0.6 t UT*?liOiei©fW^**fc» IS*** 1 

^i" 0 











1 KkG 1 507nm 1 517nm 1 80000 (482nm) 


0.68 




227 1 



(8) P H«SttO»S 

pH4, 5 
pH6 
pH7 
pH8 



l/< y 7 T — 
MES^^^T — 
MOPS Ay7T*~ 
HEPES /<y~7T — 
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pH9^ 10 : ^y'W/<y77- 

pHll •• yyi^y77 w - 

(1) Green #>& Red ~fc«*W9** (**«IJW*> 

Green Red ^tm3fe#tt^Wlt^#«)^^^^^3feSeiC KkG 0 
62#eoT^/^^^m (D) fcfc*^^ (H) KW&tZZkKZV. 

&ff KkG OS»^ Green b Red - 1 M6fl8lt»#WfcSgifel?% 5«® 6SC 
(KKH) (KKH OT$y«ia^'SrS^I##l 2ld^U ££Kflj«rE#l##l 3fc 

^Red«^rM^©fliX (583nm) ©#in«:^1-. «*S65t KkG © 40- 
flO^f^y (M) V (V) 62 tl.OT^X?^ (D) Srt* 

(H) 198#i<D-f ys^W (I) fc*^*--^ (M) 
|C*D**^*teeen^feRed^fc5l6IISat^#W^t5*3teaeK (KKH) J; 
9 fc#«!gte©i&V\ «3 % HV>#T?&3te«HS:fc Green 1)>t> Red ^fc&tfeT?^ 

(H8PV) (H8PV ©T$yi8B^ISrB^#-^l 4R:*U &S@S?iJ£ 
gB?(]#^15^-r) \Z-~fZ>Z-bft&&tc (03), 
«3tSeKKkG©10#gO^^=V' (II) ^yn^fi/y (I) 12#@ 

o^^y .a) &/<y^ (v) tQmn<D*<?*~y oo oo ^ 
6o#ao/<yv (v) fcr9-v'op M&noTx^y^ym o» 

(H) fc;jl9#B©^w^ (Y) fcT*^*^ 00 fc, 144#BOT p 
nljy (p) H!Jy (S) fc, 197 f|OT/V^V (R) (L) fc* 

198 «©>fyo-f^ (i) 00 m«m-t-«cfcteJ:5**«ftt 

%Green*»b8ed^fc*lWt*#ttM**«*»eft (H8PV) £9fc%«£tt 
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(H38PVLM) (H38PVLM ©T $ yfitE5flS:EM#€-l 6 Kl^U !&3£B^ISrB5!I# 

m3fc®WKkG© io#b©^^-^ (to ^^^^ (D ^ 40 ^@ 

W ft=^ 00 Sr^r/ (V) 60#i©/^> (V) SrT^V (A) K> 

62#a©r^/<9^^» (d) oo 7o»a©y^ oo 

(E) ^ H9#@©^n^ (Y) SrT^^7^>- (N) fc, 197#B 

<dt/v*=^ (r) wr/(Q) i98fB^ya^f^ (i) 

= V (it) jCffiM** r. <£ 0 «:#4£& Green h Red £ »Jtflt##Jt-"? 
£5&3teg£iff (H38PVLM) «£ 19 tt^&^^tt^^^ iil^T'&»&£ 
Green Red -.fcWW#*«blS«lt (KikGR) (KikGR ©T 5 /WIHl 
?|J#^ 1 8 fcl* U ^E^Srga^J#^ 1 9 Rif* - k (H 3 , . 

H.4). 

B4A3v A4tt Green <0«3fe (517nm) $r#o«S£<DRlfc (507nm) ^MttK 
£0#*te»4>U Red ©&3fc (593nm) &#COg&£-©Klfc (583nm) 

•tout*: hp*. Green Red ^tmmmmmm\m^ 

1 fcvHE*©«#S 6St"<? KkG © 62 #B icffiS-t-ST 5 / BtJIrfl^fcBS&feEB 
3 o©T^ ft XYG (0 3.©7**y**»£\ X H:^*©.T5 /Bfe, 

iCtt^i-S £ fcfc-fc U % Green H»b Red 

5ft*l6«fc<>< t)fc-t-r^>6SW» 0 §S>t^ Greenfly Red ~.fc&#«M4 

(H) R:Wfcbfct>©fc» fttoft*ierenfioio#BK 

sr^/m^y^ (v) k> €£*©fifc*«eircKkG-o'«>»Bicffis-f«T§ 
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(S) ^^#©«c*«eH-eKkG©197#Bl!:ffiS-r5T^/»«ro>f 
ixy (L) *fcftW5V (Q) ft«tO«*«eit-eKkG©198#Blt«a 

•rsr^/tt&pt?;*-^ (m) fcT5y»it*-r«5t)Oftr*u*»©T5/*«fc 

£r£tf riluj;*), 3£}fc*&44£ Green * Red ~» t 3teJiMtfife#Wfc3£jfe*C£ 5 & 

Green** Red ^fcWfrC* *ft*Meit«HWI"#** - 
Green *>& Red -i:^3te#teSr»lt^^i^^t SftftSBK Kaede fc 
KikGR £*JMT*^£*tttfc« t KikGR # Green ©i:!^ JfeJWtWt 
^m^ , b^^^« VN - t355 ^ $: ' 1 ' fc(la 5A)oKaede fc KikGR Wjt^l 1 ^ HeLa 
JWStefcAUISSiS** > KikGR ©15 5 # Kaede <fc 0 Lfc (0 

5B)„*fc,HeLa«T^$^Tfc KikGR i Kaede Sr*BMtK:J; OHfirt-eGreen 
Red |Cft»Wfe«flS**fcfc*- KikGR Kaede fcifc^TW fc*to£< 
Green *b Red -0^#tt<Z)^»m^$^ -i-^ «*8l«#IIV^fc** 
Sftfc (EI 6 A, B> C, D) 0 o*9, Kaede fc KikGR ©7 ^ /»S3H*Jfc*EUfc* 
till, T 5 /»J&S*oTV^*MHi KikGR fcl^CT 5/ mmmzZ*). Green* 
* Red *3ltfE*±# t) > -i-O, ft%HUK^M< **-fca s & 

HrfWittt, KkG O 62 #g fc# 

SfST^^t^f^ (H) fc«ftU*tt»OS:, KkG 
©64#BU:ffi^r«T5y»Sr7*=/uT9->' (F) K> 

KkGOfl9»Blc«S«T5y»«r/<y ^ (V) K> IkG© 

87#Hfc»ai-*T^y»*r^s«^ 0) fc* iw © w # 
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57^/ y ^ (v) KT 5 ;mm.Wirrz> i %<ofa)?ifr(DT % J Mm&*^tf 

-t\Z.XV, Green Red ^M#14^^«jiS^±^?), fi.o % £ft3£ 

(2) Purpled Blue- b (*#*Rl«Jf#) 

Purple Blue -i»tt^«»l^t*V^ieS KkG 
©60#B©/^yv (V) ^77=V (A) 62#POT^7^^SI (D) 
jJi/y (G) fcl x 63#i^^n^ (Y) «rfc*?'S?V- (H) 197#Stf>fc*^ 
(H) fcct-Y^y (L) K:> 199 f lo-f ya^Ti/y (I) Srb^v (T) 
^t3fc« Sit KkG OSt3teWtt«r Purple (380nm) Blue 
(450nm) ^fc*lM*IW»lC«-C# 5«M« 0M2) ^kteK«fc« 

2 11^-T) (03, 07, @8, 09), o*u, ^aomjteseweKkGoeo 

iia.tc*ai-aT§y**T9=^ (a) ^ tt*o^seifcKkG©62#B 
fctesi-srsya&^ys'v (g) ^o^^e«-cKkG0 63#@^ 
ai-«r^/«fct^^ (h) ^*©s*iReii"CKkG©i96#ifc«s 

7 5: / Wi* h f (T) 5 ^ ^fc, EWB7 5 J g^E&Ofa 

fc* o"C^3fe#tt^ Purple ^fe Blue Mtt&##)«&^ 

*#5*F'^'f$ / (faviafavus) &5fc<£>$r$&$:3fcS&K# J ft 
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1. $ * 4 *S (favia favus) &&<DTU<Otm*ftt Sl&ftS&Sf. 

(1) l»W5 0 7nmtfc5; 

(2) HftfeMfcSa 5 5 1 7 nm-CfcS ; 

(3) 4 8 2 nm\Z.miZ>*fr®.%&&i> l 8 0 0 0 0 TfcS ; 

(4) S^WtfSO. 68tfc5; 

( 5 ) &wmx<o p Hiasstt* p h= 5 ~ 1 1 •ess-efca : 

( a ) ia^j## i khb«£>t $ y mmn ; xwu 

(b) KiB*M>7 ^ /weaifcfcwt i a»e>afc«©r s ymox^ 

c a ) raw* i i-fBi&o r § y i&rai ; xt*> 

( b > ram* i tciaftoT ? y Bfeffi^»-*3VNX i bwm<or =• y m<DX&, 

>\Z., 1 9 8 #@ <or $ y 5 >fyo^ S'f %^ UfcT 

( a ) SEW* 1 fclfflft© T 5 y m@3^J ; Xf*. 

( b ) BS?iJ#4§- 1 te|E«tf>7 5 y miS^JK^T 1 *^W07 5 

*«ott^/xw:fWP%*i-*T $ /*raifcff u mmft-tzT ^ y israj ■ 
?-*-v*<< y n 4 is^\z. s i2fi(DT5; ®&aST*fe sow vy^/^ y ^m, 
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1 i'9t@©7$;WCfc5^P^7^^, 14 
4f@©7^«St-ifc5/nyvSrty^ 1 9 7#@<D75 y 

( a ) Sa^iJ#-^ 1 fclBffc© 7 5 y ^SE?iJ ; Xte\ 

.(b) BW«lBltl«OT5y«^K:^Tl^fe*«OT$y*04c^ 

1 9 7#B©T?y WR»-e*«T^-^«r^^§Vl!: % 19 8fg©75 

( a ) IB^J## 1 \Z.m®<DT =• y mia?ii ; xrau . 

(b ) @H^IJ## 1 KVBMOT Z/MEWZ&^X 1 J^feftfiOT ^ J m<DK&, 
■yyfe7^=VtJ2fl©7^^tfc57^5^8^5'^> 

as-c *> 5 1 * <?&y * ci vvfc, 1 9 8 # I or 5 y wyp^f 

( a ) i ti«o7 s y msa^ij ; 

(b) @h^ij#^ i kie«b<d7 $ y saaaifcfcvN-c i *>e>«fi©r $ y 
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(b ) mm&% i t-fBf^7 5 y wBflfcaawc i **bmm*>T s m<o^ 
*»t*/xttfttn«r« ^ s / «BW«r* u «3f» e«£ = - k« d n 

A : 

1 o . WT<Dftfrfr<»&&Bffl *^1rZ> D N Ao 
( a ) @B^IJ#^- 2 ^IB^omSm^lJ I X«\ 

(a) S?llftl3, 15, 17, 19Xtt2 1fc«ifc©«UfipWI;XBU 

(b) @a^J#^13 N 15, 17, _ 19X1*2 lfcWtOiUBPWC^Tl** 

e>Motso^ p»rjs/x»f«p**r«««w**u 

12. ||^8^feil©«^Ki«»DNAW5»^^*- ' 
13.. »*3®8^e>l l©fir*V*»Kl|B«©DNAXW:W*«l 2fc|BlfeO*l 

14. tt^i^fe70^*Mc|a«o^seSCi:tooseKi;^e>^5 

i 7. m**i 4*»fe 1 6©«^fciB«fcoife^ft*fi^»»firt-e#a 
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is. m^mi^7(D^Mmm.<o^mm. nrns^-i i<d® 

19. Green d>b Red ^fc#*^**IM«(^fc»^* ftV>«*«e 

2#ite«ai-*T5y»«rt^^fc«ftr6J:fc*«tfH ***** 

Green » Red - fc *JMt«W»B:«JftTf * 5«3tHI M*WW 
2 0 . Green *6> Red - fc ItJI^**"^^^^^^* 
RlJi^oVNT, TIB©E&© 5 *>©'>& < t h 1 ULt<DT ^ / 1£S&£*T 
*t> > «**tt* Green tf> Red ^i^IIMWkffWKl*^* 

(i) @a^©ia^#^i™^T^y^SB^^«M^M<^6 2#s 
tews -r s r 5. j m^o^ x ; 

O) ga^osa^##i^ia^T^7miB^J^«m^®eK^i 2#g 
(4) gH^<oia^i##u^oT$y^ia^J^i-5^®e«^4 o#b 

(8) mmnwm+iKwmoTzswmn*****^*** 1 * 4 * 
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d o) ia^oia^#^i^fB^T$/^<J^i-5m^e«oi 9 s 
m«m^=fT5 - 1 ***** Green * iC > Red k**^*^*****-^* * 

(1) B^o«W»lfc»«©T5/«W*^««^eiI08 2#B 

(2) mn^ommm^i^m^r^m^^^^^^ 054 ^ 

(3) BME(Of0«#»-l fc|B*W>7S / WBW«r*i-5#*»eJt06 9#B 

(5) «oB»»i W«7^ W^ 6 ^ 

(6) mo«fif« i «©r ^ ;wnm*«3we«o i o 9# 

(7) BW«©^*»itlWoT5y«^*^*«*«K«>iai#- 

(8) wmowm* i K«fw>r * ;m&m*%-rm%wm<» not 

(9) moim 1 fcWM>7 5 / WEW**i-***M*© 1 6 0# 
2 2. Purple^bBlue-fc^#^M^#^«m-t?t^V^^ 
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fc^tN Purple 35* b Blue ^k3te«Mt«W5FttK*^* *ibfc«ft 

(4) BJtt<DKW»l fcBl^r 5 / WHW*tt«ft*«e*® 1 9 6# 
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SEQUENCE LISTING 
<110> RIKEN 

<120> Fluorescent protein 

<130> A41348A 

<160> 21 

<210> 1 

<211> 227 

<212> PRT 

<213> favia favus 

<400> 1 

Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Leu Met Glu Gly 

1 5 10 15 

Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

Pro Phe Glu Gly lie Gin Asn Met Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Val Phe Asp Tyr Gly 

50 55 60 

Asn Arg Val Phe Val Lys Tyr Pro Giu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 96 

Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

1/22 
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130 135 140 

Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

' 165 170 175 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp His Arg He Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 2 
<211> 684 
<212> DNA 
<213> favia favus 
<400> 2 

atg agt gtg att aca tea gaa atg aag atg gag ctg ctt atg gaa ggc 48 
Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Leu Met Glu Gly 

15 10 15 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt ggc cag 96 
Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

cct ttc gag gga ata cag aat atg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly He Gin Asn Met Asp Leu Thr Val He Glu Gly Gly 
35 40 45 
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cct ctt cct ttt get. ttc gat ate ctg aca aca gta ttc gat tac ggc 192 
Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Val Phe Asp Tyr Gly 

50 55 60 

aac egg gta ttt gtc aaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 96 

gac ggg gga att tgc etc gee aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

ggc age aac tgt ttt gtc tat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gee aat ggt cca gtt atg cag agg aag ace gtc aaa tgg gag cca 432 
Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gtt 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 
Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 
Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 
180 185 190 
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ttc gtg gat cat cga att gag ata aca age cat gac aag gat tac aac 624 
Phe Val Asp His Arg lie Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cea agg 672 
Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 
210 215 220 

684 

ctg gee aag taa 
Leu Ala Lys 
225 

<210> 3 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 3 

ggiwsbgtia ayggvcayda ntt 23 
<210> 4 
<2U> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 4 

aactggaaga attcgcggcc gcaggaa 27 
<210> 5 
<211> 23 
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<212> DNA' 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 5 

tgccwtttgc ittigayati ttg 23 
<210> 6 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 6 

gtcitcttyt gcaciacigg iccatydgva ggaaa 35 
<210> 7 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 7 

ggccacgcgt cgactagtac gggiigggii gggiig 36 
<210> 8 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 8 

ttgtcaagat atcgaaagcg aacggcagag 30 
<210> 9 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 9 

ggccacgcgt cgactagtac 20 
<210> 10 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence*. Synthetic DNA 
<400> 10 

gtccaccctc tacgactttg agttccatat 30 
<210> 11 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 11 

cccggatccg atgagtgtga ttacawcaga aatgaagatg gage 44 
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<210> 12 
<211> 227 
<212> PRT 
<213> favia favus 
<400> 12 

Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

1 5 10 15 

Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

Pro Phe Glu Gly He Gin Asn Met Asp Leu Thr Val He Glu Gly Gly 

35 40 '45 

Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Val Phe His Tyr Gly 

50 55 60 

Asn Arg Val Phe Val Lys Tyr Pro Glu Glu lie Val Asp Tyr Phe Lys 
65 70 75 80 

Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 
165 170 175 
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Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp His Arg lie Glu lie Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 13 
<211> 684 
<212> DNA 
<213> favia favus 
<400> 13 

atg agt gtg att aca tea gaa atg aag atg gag ctg cgt atg gaa ggc 48 
Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

I 5 10 i5 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt. ggc cag 96 
Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

cct ttc gag gga ata cag aat atg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly lie Gin Asn Met Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

cct ctt cct ttt get ttc gat ate ctg aca aca gta ttc cat tac ggc 192 
Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Val Phe His Tyr Gly 

50 55 60 

aac egg gta ttt gtc aaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Lys Tyr Pro Glu Glu lie Val Asp Tyr Phe Lys 
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65 70 75 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

gac ggg gga att tgc etc gee aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

ggc age aac tgt ttt gtc tat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gee aat ggt cca gtt atg cag agg aag ace gtc aaa tgg gag cca 432 
Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gtt 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 
Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 
Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

ttc gtg gat cat cga att gag ata aca age cat gac aag gat tac aac 624 
Phe Val Asp His Arg He Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cca agg 672 
Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 
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210 215 220 

684 

ctg gcc aag taa 
Leu Ala Lys 
225 

<210> 14 
<211> 227 
<212> PRT 

<213> favia favus . 
<400> 14 

Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

15 10 15 

Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

Pro Phe Glu Gly He Gin Asn Yal Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Val Phe His Tyr Gly 

50 55 60 

Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 11° 

Gly Ser Asn Cys Phe Yal Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 
130 135 140 
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Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp His Arg Met Glu lie Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 15 
<211> 684 
<212> DNA 
<213> favia favus 
<400> 15 

atg agt gtg att aca tea gaa atg aag atg gag ctg cgt atg gaa ggc 48 
Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

1 5 10 15 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt ggc cag.96 
Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

cct ttc gag gga ata cag aat gtg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly He Gin Asn Val Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

cct ctt cct.ttt get ttc gat ate ctg aca aca gta ttc cat tac ggc 192 
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Pro Leu Pro Phe Ala Phe Asp lie Leu Thr Thr Val Phe His Tyr Gly 

50 55 60 

aac egg gta ttt gtc aaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Lys Tyr Pro Glu Glu lie Val Asp Tyr Phe Lys 
65 70 75 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

gac ggg gga att tgc etc gec aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly lie Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

ggc age aac tgt ttt gtc tat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Tyr Glu lie Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gec aat ggt cca gtt atg cag agg aag ace gtc aaa tgg gag cca 432 
Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 : 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gtt 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 
Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 
Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 19° 

ttc gtg gat cat cga atg gag ata aca age cat gac aag gat tac aac 624 
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Phe Val Asp His Arg Met Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cca agg 672 
Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 .215 220 

ctg gee aag taa 684 
Leu Ala Lys 
225 

<210> 16 
<211> 227 
<212> PRT 
<213> favia favus 
<400> 16 

Met Ser Val He Thr Ser Glu Met Lys He Glu Val Arg Met Glu Gly 

1 5 10 15 

' Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 
20 25 ' 30 

Pro Phe Glu Gly He Gin Asn Val Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Ala Phe His Tyr Gly 

50 55 60 

Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 
100 105 HO 
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Gly Ser Asn Cys Phe Val Asn Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Ser 

130 135 140 

Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
H5 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp His Leu Met Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 17 
<211> 684 
<212> DNA 
<213> favia favus 
<400> 17 

atg agt gtg att aca tea gaa atg aag ate gag gtg cgt atg gaa ggc 48 
Met Ser Val He Thr Ser Glu Met Lys He Glu Val Arg Met Glu Gly 

1.5 10 15 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt ggc cag 96 
Ala Val Asn Gly His Lys Phe Val lie Thr Gly. Lys Gly Ser Gly Gin 
20 25 30 
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cct ttc gag gga ata cag aat gtg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly He Gin Asn Val Asp Leu Thr Val lie Glu Gly Gly 

35 40 45 

cct ctt cct ttt get ttc gat ate ctg aca aca gca ttc cat tac ggc 192 
Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Ala Phe His Tyr Gly 

50 55 60 

aac egg gta ttt gtc aaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

gac ggg gga att tgc etc gee aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 no 

ggc age aac tgt ttt gtc aat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Asn Glu lie Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gec aat ggt cca gtt atg cag agg aag acc gtc aaa tgg gag tea 432 
Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Ser 

130 135 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gtt 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 
Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 
165 170 175 
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aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 
Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

ttc gtg gat cat eta atg gag ata aca age cat gac aag gat tac aac 624 
Phe Val Asp His Leu Met Glu lie Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cca agg 672 
Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 
210 215 220 

684 

ctg gee aag taa 
Leu Ala Lys 
225 

<210> 18 
<211> 227 
<212> PRT 
<213> favia favus 
<400> 18 

Met Ser Val He Thr Ser Glu Met Lys He Glu Leu Arg Met Glu Gly 

I 5 10 15 

Ala Val Asn Gly His Lys Phe Val lie Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

Pro Phe Glu Gly He Gin Asn Val Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Ala Phe His Tyr Gly 
. 50 • 55 60 

Asn Arg Val Phe Val Glu Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 
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Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

Asp Gly Gly lie Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

Gly Ser Asn Cys Phe Val Asn Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp His Gin Met Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 19 
<211> 684 
<212> DNA 
<213> favia favus 
<400> 19 

atg agt gtg att aca tea gaa atg aag ate gag ctg cgt atg gaa ggc 48 
Met Ser Val He Thr Ser Glu Met Lys He Glu Leu Arg Met Glu Gly 
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1 5 10 15 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt ggc cag 96 
Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

cct ttc gag gga ata cag aat gtg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly He Gin Asn Val Asp Leu Thr Val He Glu Gly Gly 

35 40 45 

cct ctt cct ttt get ttc gat ate ctg aca aca gca ttc cat tac ggc 192 
Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Ala Phe His Tyr Gly 

50 55 60 

aac egg gta ttt gtc gaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Glu Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Ser Tyr Glu 

85 90 95 

gac ggg gga att tgc etc gee aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 110 

ggc age aac tgt ttt gtc aat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Asn Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gee aat ggt cca gtt atg cag agg aag ace gtc aaa tgg gag cca 432 
Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gta 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
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145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 

Asn Met Ala Leu Leu Leu Gin Gly Gly. Gly His Tyr Arg Cys Asp Phe 

165 170 175 

aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

ttc gtg gat cat caa atg gag ata aca age cat gac aag gat tac aac 624 

Phe Val Asp His Gin Met Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cca agg 672 

t 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

ctg gee aag taa 684 
Leu Ala Lys 
225 

<210> 20 
<211> 227 
<212> PRT 
<213> favia favus 
<400> 20 

Met Ser Val He Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

15 10 15 

Ala Val Asn Gly His Lys Phe Yal He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

Pro Phe Glu Gly He Gin Asn Met Asp Leu Thr Val He Glu Gly Gly 
35 40 45 
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Pro Leu Pro Phe Ala Phe Asp He Leu Thr Thr Ala Phe Gly His Gly 

50 55 60 

Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 75 80 

Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Xaa Tyr Glu 

85 90 95 

Asp Gly Gly He Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 105 HO 

Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

Pro Ala Asn Gly Pro Val Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

Phe Val Asp Leu Arg Thr Glu He Thr Ser His Asp Lys Asp Tyr Asn 

.195 200 205 

Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

Leu Ala Lys 
225 

<210> 21 
<211> 684 
<212> DNA 
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<213> favia favus 
<400> 21 

atg agt gtg att aca tea gaa atg aag atg gag ctg cgt atg gaa ggc 48 
Met Ser Val lie Thr Ser Glu Met Lys Met Glu Leu Arg Met Glu Gly 

1 5 10 15 

get gta aac ggg cac aag ttc gtg att aca ggg aaa gga agt ggc cag 96 
Ala Val Asn Gly His Lys Phe Val He Thr Gly Lys Gly Ser Gly Gin 

20 25 30 

cct ttc gag gga ata cag aat atg gac ctg aca gtc ata gag ggc gga 144 
Pro Phe Glu Gly He Gin Asn Met Asp Leu Thr Val lie Glu Gly Gly 

35 40 45 

cct ctt cct ttt get ttc gat ate ctg aca aca gca ttc ggt cac ggc 192 
Pro Leu Pro Phe Ala Phe Asp lie Leu Thr Thr Ala Phe Gly His Gly 

50 55 60 

aac egg gta ttt gtc aaa tac cca gaa gaa ata gta gac tac ttc aag 240 
Asn Arg Val Phe Val Lys Tyr Pro Glu Glu He Val Asp Tyr Phe Lys 
65 70 " TB 80 

cag teg ttt cct gag ggt tat tct tgg gaa cga age atg agt tac gaa 288 
Gin Ser Phe Pro Glu Gly Tyr Ser Trp Glu Arg Ser Met Xaa Tyr Glu 

85 90 95 

gac ggg gga att tgc etc gec aca aac aat ata acg atg aag aaa gac 336 
Asp Gly Gly lie Cys Leu Ala Thr Asn Asn He Thr Met Lys Lys Asp 

100 10 & 110 

ggc age aac tgt ttt gtc tat gaa att cga ttt gat ggt gtg aac ttt 384 
Gly Ser Asn Cys Phe Val Tyr Glu He Arg Phe Asp Gly Val Asn Phe 

115 120 125 

cct gec aat ggt cca gtt atg cag agg aag acc gtc aaa tgg gag cca 432 
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Pro Ala Asn Gly Pro Yal Met Gin Arg Lys Thr Val Lys Trp Glu Pro 

130 135 140 

tec act gag aaa atg tat gtg cgt gat gga gtg ctg aag ggt gat gtt 480 
Ser Thr Glu Lys Met Tyr Val Arg Asp Gly Val Leu Lys Gly Asp Val 
145 150 155 160 

aac atg get ctg ttg ctt caa gga ggt ggc cat tac cga tgt gac ttc 528 
Asn Met Ala Leu Leu Leu Gin Gly Gly Gly His Tyr Arg Cys Asp Phe 

165 170 175 

aga act act tac aaa gca aag aag gtt gtc cag ttg cca gac tat cac 576 
Arg Thr Thr Tyr Lys Ala Lys Lys Val Val Gin Leu Pro Asp Tyr His 

180 185 190 

ttc gtg gat ctt cga act gag ata aca age cat gac aag gat tac aac 624 
Phe Val Asp Leu Arg Thr Glu He Thr Ser His Asp Lys Asp Tyr Asn 

195 200 205 

aag gtt aag ctg tat gag cat get aaa get cat tec ggg ctg cca agg. 672 
Lys Val Lys Leu Tyr Glu His Ala Lys Ala His Ser Gly Leu Pro Arg 

210 215 220 

ctg gee aag taa 684 
Leu Ala Lys 
225 
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